b JK1 and JK4 were found once each, and JK3 and JK4 were found four times each.
c NT stands for not tested.
d This mutant was isolated in a different screen, not detailed in this study, but is included here because one of the amino-acid substitutions affected the position F378. Figure S1 . Western blotting analysis of the dnaJK + (WT) and ∆dnaJK cells expressing RctB. The numbers below the blots show RctB amounts relative to that of V. cholerae cells (N16961). The average intensity of the cross reacting bands seen in lanes 1 and 3 was subtracted from the intensities of the bands seen in lanes 2 and 4 while calculating relative amounts of RctB.
For Western blotting, E. coli and V. cholerae cells of total OD = 1 or 2, were harvested at late log phase (OD 0.4-0.5) by centrifugation for 5 min at 13,000 rpm (Biofuge fresco) at room temperature and the pellet was frozen. Upon thawing, the pellet was dissolved in 100 µl 1x SDS Red Loading Sample Buffer with 1x DTT (NEB), vortexed, boiled for 7 min, vortexed again and spun for 5 min 13,000 rpm at room temperature. An aliquot of the supernatant was loaded on 7.5% Tris-HCl Pre-cast Criterion gel (Bio-Rad). The gel was run in 1x Tris-HCl SDS buffer (Bio-Rad) at constant 200V for ~45-50 min (5 min after the front dye ran out of the gel). The proteins were transferred onto a membrane using iBlot Fast Transfer apparatus, following the manufacturer's protocol (Invitrogen). The membrane was blocked for 1 hour in 5% blocking reagent (GE Healthcare) in PBS-T [1x PBS (KD Medical, Columbia, MD) + 0.1% Tween 20 (Affymetrix, Santa Clara, CA)], and was incubated for 1 hour with purified RctB antibody (1:3500 dilution in 5% blocking reagent in PBS-T). The membrane was washed with PBS-T three times, 20 min each, and incubated for 1 hour in 5% blocking reagent in PBS-T containing 1:5000 diluted anti-rabbit horseradish peroxidase-conjugated secondary antibody from donkey (GE Healthcare). The membrane was finally washed three times, 20 min each, with PBS-T and kept in fresh PBS-T before staining and imaging. Four ml of each detection solution of SuperSignal* West Pico Chemiluminescent ECL Substrate (ThermoScientific, Waltham, MA) was mixed and incubated with the membrane for 1 min. The images were visualized using Fuji LAS-3000 imaging system. Figure S2A . Replication of low-and high-copy oriII-plasmids in WT E. coli where rctB supply was gradually increased from an inducible promoter. The cartoon at the top of the figure shows the two-plasmid system used to measure the oriII plasmid copy number. The system is same as in Figure 1 except that RctB was supplied from a low-copy vector, pSC101, instead of pBR322, and the rctB genes were under the control of a glucose (Glu) inhibited and arabinose (Ara) inducible promoter, P BAD , and the host was BR8706, where the arabinose transporter is made constitutively to avoid all or none induction (44). The plasmids supplying the WT, ∆C157 and F378S RctB proteins were pTVC11, pJJ02 and pJJ58, respectively. Red and blue bars represent replication of low-copy (pTVC251) and high-copy (pTVC336) plasmids, respectively, as in Figure 1 . The stars represent cases where the copy number could not be measured because no transformants were seen. In some cases transformants were seen but the intensity of the plasmid band was below the detection limit (<d.l.). Figure S2A and in Figure 2 , and the details of Western blotting are same as in Figure S1 . The RctB concentrations shown are normalized with respect to OD of cells and to the intensity of the V. cholerae band. 
